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D) extending the oligonucleotide nrijjierSlong the first template, by 
means of a polymerase having strand displacemept-ttdfivity, to form a second template 
complementary to the first template, thejeby^splacing the first region from the first 
complementary region and dis^lacifig the nucleic acid chain formed during said synthesizing 
from the first template; 

E) displacing the second template from the first template. 

30. The method according to claim 29, wherein the 5' terminal of the 
oligonucleotide primer in step C) comprises a nucleotide sequence complementarv/to the first 
region of the first template. X 

3 1 . The method according to claim 29, wherein said s^ond template has 
(i) a 3' end portion comprising the second region and the second com^ementary region 
which, under suitable conditions, anneal to one another to form the second loop, (ii) a 5' end 
portion comprising the first region and the first complementaiyregion which, under suitable 
conditions, anneal to one another to form the first loop, an^iii) a single-stranded target 
complement region connecting the 3' end portion and rtje 5' end portion, said miethod further 
comprising: / 

F) synthesizing a second n^icleic acid chain complementary to the 
single-stranded target complement regiopfof the second template using the 3' terminal of the 
second template, when the second region and second complementary region are annealed to 
one another, as the origin of said synthesi^pg; 

G) annealing tc/the second loop of the second template a second 
oligonucleotide primer comprising art the 3 ' terminal a nucleotide sequence complementary to 
the second loop of the second terafplate; and 

H) extemiing the second oligonucleotide primer along the second 
template, by means of a polvmerase having strand displacement activity, to form a third 
template which is substantially the same as the first template, thereby displacing the second 
region from the second^omplementary region on the second template and displacing the 
second nucleic acid diain formed during said synthesizing in step F) from the second 
template. / 

pi.. The method according to claim 31, wherein the 5' terminal of the 
second oligonucleotide primer in step G) comprises a nucleotide sequence complementary to 
the second/region of the second template. 



33. The method according to claim 31, wherein the second nucleic acid 
chainy^ynthesized in step F) is in the same strand as the second template. 
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34. The method according to claim 31 further comprising: 
1) displacing the third template from the second templa^ 

35. The method according to claim 34 further compri^lig: 
repeating steps B) through I) using the third template to form a fourth 

template which is substantially the same as the second template an^i^ fifth template which is 
substantially the same as the first and third templates. 

36. The method according to claim 29, ymerein the nucleic acid chain 
synthesized in step B) is in the same strand as the first template. 

37. The method according to clajm 36, wherein said synthesizing in step 

B) comprises: 

Bl) extending the 3' teiaiiinal of the first template by means of a 
polymerase having strand displacement /aqtiyfty to form the nucleic acid chain. 

38. The method accoi?3ing to claim 37, wherein said extending in step Bl) 
is carried out under conditions effective to permit the 3' terminal of the nucleic acid chain to 
include a sequence complementary^ the 5' end portion of the first template, thereby forming 
a third region and a third complementary region that are substantially the same as the second 
complementary region and second region, respectively, and which, under suitable conditions, 
anneal to one another to forrr/a third loop. 

39. The method according to claim 38; wherein said extending in step D) 
displaces the sequence/complementary to the 5' end portion from the 5' end portion, said 
synthesizing in step p) further comprises: . 

B2) further extending the 3' terminal of the nucleic acid chain, when 
the third region aAd the third complementary region anneal to one another to form the third 
loop, to includ^^a sequence substantially the same as the single-stranded target region of the 
first template 



40. The method according to claim 39, wherein said synthesizing in step 
B) flirtl^^r comprises: 

B3) further extending the 3' terminal of the nucleic acid chain to 
incli/de a sequence complementary to first template. 
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4L The method according to claim 39 further corrjpnSmg: 

anneaUng to the third loop a^condj>iig6nucleotide primer comprising 

at the 3' terminal a nucleotide sequence complempntSn^to the third loop; and 

extending the 3' tgrminal or^ttie second oligonucleotide primer by 

means of a polymerase to form a^eCond nucleic acid chain which includes a sequence 

substantially the same as ttte^^gle-stranded target region and a sequence complementary to 

the single-stranded t^^ region. 



42. The method according to 
extending are carried out in the presence of 




wherein said synthesizing and said 
temperature regulator. 

-^J^ The method according to claim^^^^fwherein the melting temperature 
regulator is betaine. 

The method according to claim 43f7wherein 0.2 to 3,0 M betaine is 
allowed to be present in the reaction solution. 



45. The method according to claim 29, wherein said providing in st^ A) 
comprises: 

Al) annealing a first oligonucleotide primer to a s^Ynf/(c single- 
stranded nucleic acid molecule comprising the single-stranded target re^mi, the first 
oligonucleotide primer comprising a 3 ' portion which anneals to thp^mple single-stranded 
nucleic acid molecule and a 5' portion comprising substantiall>^e same nucleotide sequence 
as an arbitrary region of the sample single- stranded nucleip^id molecule; 

A2) extending the first oligonueleotide primer fi:'om its 3 ' end, using a 
suitable polymerase, to form a first single-strande^^ucleic acid molecule comprising (i) a 
region complementary of the single-stranded t^get region, and (ii) a 5' end portion 
comprising the first region and the first corf^lementary region which, under suitable 
conditions, anneal to one another to fomi a loop; 

A3) displacing the first single-stranded nucleic acid molecule from the 
sample single-stranded nucleicxacid molecule; 

A4)/^nnealing a second oligonucleotide primer to the first single- 
stranded nucleic acid m<flecule, the second oligonucleotide primer comprising a 3' portion 
kwhich anneals to thirst single-stranded nucleic acid molecule and a 5' portion comprising 
substantially the^Mme nucleotide sequence as an arbitrary region of the first single-stranded 
"ucleic acid lEfolecule; 

A5) extending the second oligonucleotide primer fi*om its 3' end, 
sing agitable polymerase, to form the first template; and 

A6) displacing the first template from the first single-stranded nucleic 

molecule. 
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46. The method according to claim 45, wherein the firstgligoTlucleotide 
used during said first anneahng in step.Al) is the same as the oligentlcTeotide primer used 
during said annealing in step C). 

47. A method ofjiet^cting a target nucleotide sequence in a sample 



"performing the method of amplifying according to claim 29 and 
determining whether the target region is present in the product of the 



comprismg: 



methpdof amplifying. 

ikST The method according to claim 47; wherein said determining 

comprises: 

combining the product of the method of amplifying with a probe 
containing a nucleotide sequence complementary to the first loop.or the second loop; and 

observing whether hybridization occurs between the probe and the 
product of the method of amplifying. 

•^49^ The method according to claim>k^/wherein the probe is labeled 
particles and^aid observing comprises: 

detecting whether an aggregation reaction occurs. 

' 50: The method according to claim wherein said performing the 
amplification method is conducted in the presence of a detector for nucleic acids, and 
wherein said determining comprises: 

detecting a change in a signal of the detector. 
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